The growth of Neisseria gonorrhoeae on brain heart infusion blood agar in which the base was sterilized by filtration has been compared with growth on the same medium sterilized by heat. Colonies were larger on the unheated medium, and autoclaving at 11 5°C or 121°C for 15 minutes was accompanied by a progressive decrease in colony size. Viable counts on the three media showed no difference in end points. Colonies on the unheated medium were usually large enough to be easily recognizable after overnight incubation.
The routine medium used for -the isolation of Neisseria gonorrhoeae in this laboratory is brain heart infusion agar with 10% horse blood and vancomycin, 3 ,tg/ml, and colistin, 7 5 tg/ml. This usually gives a good growth of gonococci with colonies about 1-2 mm in diameter after incubation for 48 hours in 10% CO2, but over a period it was noticed that the colonies were extremely small, which made identification difficult. Enquiries suggested that the basal medium might have been left in the autoclave for an unduly long time. This led to an examination of the effect of the temperature of sterilization and sterilization by filtration on the colony size and density of growth of gonococci.
Material and methods
BRAIN HEART INFUSION AGAR (OXOID CM 375) Of the dehydrated medium, 14-1 g was suspended in 267 ml of distilled water and left at room temperature for 30 minutes. This basal medium was autoclaved at 121°C for 15 minutes, cooled to 48°C, and 30 ml horse blood (Oxoid SR 50) and 3 mil of mixed antibiotic solution containing equal parts of vancomycin 0-06% and colistin 0.15% were added to give final concentrations of vancomycin, 3 ,ug/ml, and colistin, 7-5 ,ug/ml. After thorough mixing plates were poured. This medium is designated BH 121/15. (a) urethral discharge collected on a swab from males with acute gonococcal urethritis, suspended in 1 ml broth and diluted 1 in 10 in broth;
(b) 24-hour subcultures from primary plates suspended in broth to a turbidity corresponding to between McFarland tubes 1 and 2. Serial 10-fold dilutions in broth were spread on the plates to be compared which were incubated at 36°C in candle jars. In some tests strains which had been subcultured several times were examined. All strains tested were identified as gonococci by their microscopical appearance, the oxidase test, and fermentation reactions. Two strains were isolated on the autoclaved but not the filtered medium and nine on the filtered but not the autoclaved medium. Growth on the filtered medium was more rapid, and colonies were present in most instances after overnight incubation.
A comparison of brain heart infusion blood agar sterilized by filtration and heat
Discussion
The introduction of media made selective for gonococci by the addition of antibiotics by Thayer and Martin (1964) has greatly facilitated the isolation of the organism from contaminated sites. Colonies on selective media are often rather smaller than those on non-selective medium and 48 hours' incubation may be needed before colonies aie sufficiently large and characteristic to permit easy recognition. For identification by fluorescent antibody staining (Deacon, 1961) or the staphylococcal co-agglutination test (Danielsson and Kronvall, 1974) , young 18-hour colonies are preferable to those grown for 48 hours. For rapid isolation and identification, an ideal medium should permit the development of colonies large enough for recognition after 18 to 24 hours' incubation.
The results summarized in tables I and 1: suggest that the growth-promoting properties of brain heart infusion base for gonococci are impaired by autoclaving. The filtered medium gave consistently larger colonies than when it had been autoclaved. This was true of both stlains which had been subcultured on the autoclaved medium and so might have become acclimatized to it, and primary isolates from urethral pus. As seen in table 1, the latter tended to produce smaller colonies than the subcultured strains.
Although medium prepared with filtered brain heart infusion is thought to be preferable, the preparation of large amounts of the sterile filtrate presents problems for most laboratories. Sterilization by autoclaving at 115°C for 15 minutes gave reasonably good results although the colonies were rather smaller than those on the filtered medium. Careful control of the autoclaving process is important, and the medium should be exposed to heat for as short a time as possible compatible with sterility being achieved. Cooling is quicker if the medium is distributed in several small containers rather than in one large one. Everall and Morris (1975) autoclaved blood agar base in large and small containers under the same conditions. Colonies of Streptococcus pyogenes and Streptococcus pneumoniae were smaller when grown on medium from the large container which took a longer time to cool down; viable counts were similar on both batches of medium. 
